Differential centrifugation of an osmotic lysate of K. lactis protoplasts showed that the linear DNA killer plasmids of K. lactis, pGKLl and pGKL2, are almost exclusively present in the cytoplasmic fraction. This fractionation procedure allows the rapid isolation of large amounts of plasmid DNA without contamination by chromosomal and mltochondrial DNA. With these DNA preparations the sire of the terminally bound proteins was estimated to be 28 and 36 kDal for pGKLl and pGKL2, respectively. The entire pGKLl sequence (except for 21 base pairs at the right terminus) was cloned in a shuttle vector that permits autonomous replication in the nucleus of K. lactis. However, killer gene expression could not be established in transformants. In connection with the observed cytoplasmic localization, this result suggests that gene expression of the killer DNA plasmids is entirely cytoplasmic. 
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a Samples were adjusted to 0.2Z SDS and subjected to agarose gelelectrophoresis in the presence of 0.2Z SDS (see Fig. 2 ). b The purification of killer DNA was determined by agarose gelelectrophoresis and is expressed as the ratio of killer DHA to chromosomal and mltochondrial DNA.
c Pellets were suspended ln 13 ml TM buffer containing 0.2Z SDS.
d The CsCl fraction had a volume of 900 yl, samples 8, 9 and 10 were 1, 2 and 5 yl, respectively. e The riboaome pellet was suspended ln 3 ml TM buffer containing 0.2Z SDS and 15 yl of this fraction was analysed. of the gel (Fig. 5, slot 2; Fig. 6, slot 5) . On the other hand proteinase K treatment resulted in degradation of protein to very fast migrating material (Fig. 5, slot 1; Fig. 6, slots 3 and 4 (19) . (iv) A DNA fragment derived from Tn903 that confers resistance to kanamycin in E_. coll and to G418 in K. lactis (19, 26) .
(v) The pUC18 vector for construction and propagation of the plasmid in E_.
coll.
We have tested whether killer activity is phenotypically expressed by pEM384 in killer" strain SDH kl". SDH kl" is a derivative of SD11 lac" trpl that has spontaneously lost pGKLl and still harbours pGKL2. Killer activity was assayed by streaking transformant colonies on gal plates (2) containing G418 to keep selective conditions for the recombinant plasmid and using K. lactis SDH kl~k2" that harbours plasmid pGL2 (G418 R , 20), as indicator strain. SD11 kl + k2 + containing plasmid pEM384 exhibited strong killer activity with these assay conditions. However, it appeared that pEM384 did not restore detectable killer activity to SD11 kl". Probably this observation is due to a lack of transcription of pGKLl genes in the yeast nucleus. (2, 6) . Therefore, we suggest that pGKL2 codes for a specific transcription factor of pGKLl and pGKL2 genes.
